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PENDING CLAIMS 



1. A composition comprising an enzyme, wherein said enzyme comprises a 
heterologous functional domain, wherein said heterologous functional domain provides altered 
functionality in a nucleic acid cleavage assay. 

2. The composition of Claim 1, wherein said enzyme comprises a 5' nuclease. 

3. The composition of Claim 2, wherein said 5' nuclease comprises a thermostable 
5' nuclease. 



5. The composition of Claim 4, wherein said polymerase is altered in sequence 
relative to a naturally occurring sequence of a polymerase such that it exhibits reduced DNA 
synthetic activity from that of the naturally occurring polymerase. 

6. The composition of Claim 4, wherein said polymerase comprises a thermostable 
polymerase. 

7. The composition of Claim 6, wherein said thermostable polymerase comprises a 
polymerase from a Thermus species. 

8. The composition of Claim 7, wherein said Thermus species is selected from 
Thermus aquaticus, Thermus flavus, Thermus thermophilus, Thermus filiformus, and Thermus 
scotoductus. 

9. The composition of Claim 1, wherein said heterologous functional domain 
comprises an amino acid sequence that provides an improved nuclease activity in said nucleic 
acid cleavage assay. 



The composition of Claim 1, wherein said enzyme comprises a polymerase. 
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10. The composition of Claim 1, wherein said heterologous functional domain 
comprises an amino acid sequence that provides an improved substrate binding activity in said 
nucleic acid cleavage assay. 

11. The composition of Claim 1, wherein said heterologous functional domain 
comprises an amino acid sequence that provides improved background specificity in said 
nucleic acid cleavage assay, 

12. The composition of Claim 1, wherein said heterologous functional domain 
comprises two or more amino acids from a polymerase domain of a polymerase. 

13. The composition of Claim 12, wherein at least one of said two or more amino 
acids is from a pahn region of said polymerase domain. 

14. The composition of Claim 12, wherein at least one of said two or more amino 
acids is from a thumb region of said polymerase domain. 

15. The composition of Claim 12, wherein said polymerase comprises Thermus 
thermophilus polymerase. 

18. The composition of Claim 1, wherein said nucleic acid cleavage assay 
comprises cleavage of a DNA member of a substrate containing at least one RNA component. 

19. The composition of Claim 1, wherein said nucleic acid cleavage assay 
comprises an invasive cleavage assay. 

24. A method for producing an altered enzyme with improved functionahty in a 
nucleic acid cleavage assay comprising: 

a) providing an enzyme and a nucleic acid test substrate; 

b) introducing a heterologous functional domain into said enzyme to 
produce an altered enzyme; 
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c) contacting said altered enzyme with said nucleic acid test substrate to 
produce cleavage products; and 

d) detecting said cleavage products. 

25. The method of Claim 24, wherein said introducing a heterologous functional 
domain comprises mutating one or more amino acids of said enzyme. 

26. The method of Claim 24, wherein said introducing a heterologous functional 
domain into said enzyme comprises adding a functional domain from a protein into said 
enzyme. 

27. The method Claim 26, wherein said adding a functional domain from a protein 
into said enzyme comprising removing a portion of said enzyme sequence prior to adding said 
functional domain of said protein. 

28. The method of Claim 24, wherein said nucleic acid test substrate comprises a 
cleavage structure. 

29. The method of Claim 28, wherein said cleavage structure comprises an RNA 
target nucleic acid. 

30. The method of Claim 28, wherein said cleavage structure comprises an invasive 
cleavage structure. 

31. The method of Claim 24, wherein said enzyme comprises a 5' nuclease. 

32. The method of Claim 31, wherein said 5' nuclease comprises a thermostable 5' 
nuclease. 

33. The method of Claim 24, wherein said enzyme comprises a polymerase. 
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34. The method of Claim 33, wherein said polymerase is altered in sequence 
relative to a naturally occurring sequence of a polymerase such that it exhibits reduced DNA 
synthetic activity from that of the naturally occurring polymerase. 

35. The method of Claim 34, wherein said polymerase comprises a thermostable 
polymerase. 

36. The method of Claim 35, wherein said thermostable polymerase comprises a 
polymerase from a Thermus species. 

37. The method of Claim 36, wherein said Thermus species is selected from 
Thermus aquaticus, Thermus flavus, Thermus thermophilus, Thermus filiformus, and Thermus 
scotoductus, 

38. The method of Claim 24, wherein said heterologous fimctional domain 
comprises an amino acid sequence that provides an improved nuclease activity in said nucleic 
acid cleavage assay. 

39. The method of Claim 24, wherein said heterologous functional domain 
comprises an amino acid sequence that provides an improved substrate binding activity in said 
nucleic acid cleavage assay. 

40. The method of Claim 24, wherein said heterologous functional domain 
comprises an amino acid sequence that provides improved background specificity in said 
nucleic acid cleavage assay. 

41. The method of Claim 24, wherein said heterologous functional domain 
comprises two or more amino acids from a polymerase domain of a polymerase. 

42. The method of Claim 41, wherein at least one of said two or more amino acids 
is from a pahn region of said polymerase domain. 
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43. The method of Claim 41, wherein at least one of said two or more amino acids 
is from a thumb region of said polymerase domain. 

44. The method of Claim 41, wherein said polymerase comprises Thermus 
thermophilus polymerase. 

48. An altered enzyme produced by the method of Claim 24. 

49. A kit comprising the ahered enzyme of Claim 48. 

50. A kit comprising the composition of Claim 1. 

51. The kit of Claim 50, further comprising at least one nucleic acid cleavage 
substrate. 

52. The kit of Claim 51, further comprising at least one RNA capable of 
hybridizing to said at nucleic acid cleavage substrate. 

53. The kit of Claim 50, further comprising a labeled oligonucleotide. 

54. The kit of Claim 50, further comprising an invasive oligonucleotide. 

55. A method for cleaving a nucleic acid comprising: 

a) providing: 

i) the enzyme of Claim 1; and 

ii) a substrate nucleic acid; and 

b) exposing said substrate nucleic acid to said enzyme. 

56. The method of Claim 55, wherein said exposing said substrate nucleic acid to 
said enzyme produces at least one cleavage product. 
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57. The method of Claim 56, further comprising the step of c) detecting said 
cleavage product. 



